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Poster Session I S211Infusions were well tolerated, and both WBC . 1000 and ANC .
500 were reached on day 110.5 (7-11). CryoStor CS10 has demon-
strated benefits in comparison to the previous standard CFM in
terms of cell recovery post-thaw, particularly providing improved
stability after 20 to 60min storage at room temperature (RT) in these
validation experiments, as well as demonstrating clinical tolerance in
initial patient applications. Further data will be collected to validate
the outcome of hematopoietic regeneration after reinfusion.156
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Background: Perinatal hypoxia/ischemia (H/I) is a brain distur-
bance due to the absence or decrease in oxygen supplementation in
newborns, and represents a leading cause of neurologic injury. Neu-
rological sequelae include cerebral palsy (CP), epilepsy, and cogni-
tive deficit. The reparative, regenerative, and replicative properties
of hematopoietic cells have shown that they could be a potential
treatment of several neurological conditions, including chronic brain
damage. It has been found that hematopoietic cells may be trans-
ported through the cerebrospinal fluid and be delivered more effi-
ciently to the injured area after their introduction in the
subarachnoid space of the spinal cord when compared with the intra-
venous route. The objective of this study is to report the safety and
efficacy of the intrathecal autologous total nucleated cell injection
in the treatment of children with H/I brain injury.
Methods: We included patients with H/I brain injury between 1
month and 8 years old. Patients were evaluated clinically with the
Battelle Developmental Inventory (BDI) and with magnetic reso-
nance images (MRI) before mobilization. Subcutaneous growth-col-
ony stimulation factor was used for 4 days prior to the bone marrow
(BM) harvest. The buffy coat was obtained through centrifugation of
the BM. Total nucleated cells (TNC) were infused through lumbar
puncture, and the red cell concentrate with a residual amount of
TNC was administered intravenously.
Results:Eighteen patients were included, 13 male and 5 female with
a median age of 3 (0 - 8) years and a mean weight of 12.6 (SD 6.7) kg.
A median of 13.3 (1 - 39)  106 CD341 cells in a volume of 7.5 (4 –
10.5) mL were infused intrathecally, and 5.45 (0.5 - 60)  106
CD341 cells in 49.5 (6 – 181) mL were applied intravenously.
Mild anesthetic complications were presented in 2 patients, while
4 had other minor side effects. Twelve patients have reached the
30-day follow-up, showing an increase in BDI equivalent age (11
[1 – 62] vs 11.5 [3 – 74] months, P5 .004).Seven patients have com-
pleted the 6-month follow-up, increasing BDI equivalent age from
14 (1 - 62) to 17 (5 - 73) months (P 5 .016). There have been no
changes yet in any of the MRI comparisons.
Conclusions: This procedure proved to be safe, with minimal side
effects, and may result beneficial in patients’ development. However,
it will be necessary a phase II clinical trial to consider this approach as
a therapeutic option.Table 1. Comparison of the BDI results between days 0 and +30.
Area
Personal/
Social Adaptative Motor skills Com
Day 0 64.5 (3 - 154) 26.5 (4 - 97) 12.5 (3 - 157) 17.5
Day +30 67 (10 - 168) 28.5 (12 - 113) 19 (8 - 155) 19
P value* .013 .054 .005
*Wilcoxon test157
DELICATE BALANCE BETWEEN REGULATION AND STIMULATION AT THE
ANTIGEN PRESENTING CELL SITE DETERMINES THE LIKELIHOOD OF
SUCCESSFUL IN-VITRO PRIMING AND ENRICHMENT OF LEUKEMIA-RE-
ACTIVE T CELLS FROM THE NA€IVE DONOR REPERTOIRE
Jedema, I., Lam, T.S., van de Meent, M., Pots, J., Hoogstraten, C.,
Falkenburg, J.H.F. Leiden University Medical Center, Leiden, Nether-
lands
Although the in-vitro induction of leukemia-reactive T cells from
the na€ıve donor repertoire has been shown to be feasible, the robust-
ness of the procedure is limited. In this study, we investigated the role
of the frequencies of antigen-specific precursor T cells (Tprec) and
regulatory T cells (Treg), the number of antigen presenting cells
(APC), and the number of targeted antigens (Ag) on the ability to
prime, enrich and expand Ag-specific T cells from primary immune
responses in-vitro. Therefore, we developed an in-vitro model sys-
tem allowing quantitative and functional monitoring of Ag-specific
activation and proliferation of individual donor T cells in the first
14 days of the immune response. In this model, we exposed na€ıve
PKH-labeled Tprec to allogeneic APC in different responder/stim-
ulator (R/S) ratios in the presence of different numbers of innocent
bystander cells. Optimal T cell activation was seen at specific
Tprec/S ratios between 1/1 and 1/5, irrespective of the number of in-
nocent bystander cells. Lowering the number of stimulator cells per
Tprec resulted in incomplete activation and proliferation, but more
importantly, exposure to an excess of stimulator cells resulted in in-
duction of activation-induced cell death (AICD) of the Ag-specific
Tprec. Interestingly, when cells with an inferior APC phenotype
(e.g. primary leukemic cells) were used as stimulator cells, activation
curves were of similar shape but shifted towards higher APC
amounts, resulting in optimal stimulation at 1/100 Tprec/S ratios.
Treg were like Tprec attracted to the site of the APC and their acti-
vation further increased their inhibitory potential. Especially when
they were at a numeric advantage, Treg were capable of impairing
Ag-specific Tprec priming. Increasing the number of Ag-specific
Tprec by simultaneous targeting of multiple antigens in combina-
tion with Treg depletion strongly increased the reproducibility of
in-vitro priming and expansion of Ag-specific T cells. In conclusion,
the in-vitro generation of Ag-specific primary immune responses can
only be successfully and reproducibly performed by creating an op-
timal balance at the priming site of the immune response (e.g. the
APC) between the numbers of negative regulators (Treg) and re-
sponding cells (Tprec). Using these insights we developed a standard
operating procedure for the reproducible in-vitro induction and
selection of leukemia-reactive T cells for adoptive transfer using leu-
kemic APC as stimulator cells.158
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Blyth, E.1, Clancy, L.E.2, Gaundar, S.1, Simms, R.1, Gottlieb, D.J.1,2,3,4
1University of Sydney,Westmead, NSW, Australia; 2Westmead Hospital,
Westmead, NSW, Australia; 3Westmead Hospital, Westmead, NSW,
Australia; 4University of Sydney, Westmead, NSW, Australia
Introduction: Adoptive immunotherapy using donor-derived cellu-
lar effectors can restore anti-viral immunity after allogeneic stem cell
transplantation. We have developed a method for the production of
a T cell product specific for multiple viruses that does not rely on
EBV transformed cells for stimulation.unication Cognitive Global BDI equivalent age
(5 - 115) 13 (1 - 93) 148 (28 - 576) 11 (1 - 62)
(6 - 115) 14.5 (2 - 104) 156 (60 - 640) 11.5 (3 - 74)
.005 .007 .004 .004
S212 Poster Session IMethods: Monocyte-derived dendritic cells (mo-DC) were used
to present antigens from 5 viruses to T cells of normal donors.
CMV, EBV and human adenovirus (HadV) antigens were pre-
sented by transfection of mo-DC with recombinant adenovirus
vectors containing CMV pp65 and EBV EBNA1, LMP1 and
LMP2a genes. mo-DC were infected with the live attenuated
VZV OKA strain and incubated with overlapping peptide mixes
covering the BKV proteins LTA, STA, VP1, VP2 and VP3. After
two weekly mo-DC stimulations the cell product was cultured in
IL-2 for 21 days.
Results: The final multi-virus cell products from 9 cultures in-
creased in cell number from baseline (mean increase was 9-fold),
were predominantly CD3 positive (mean 92% range 85 to 97%).
There was significant variation between individuals in CD4:8 ratio.
Mean CD8 was 39%, range 3 to 71%, and CD4 was 50% range 26
to 92%. The majority of cells expressed CD45RO1 (mean 87%).
Amean of 27% of cells retained expression of CD62L.The total per-
centage of antigen specific T cells as measured by cytokine produc-
tion ranged from 3 to 52% (mean 15%). This was composed of both
CD4 (mean 13%) and CD8 cells (mean 20%). The mean percent of
cells responding to each antigen was as follows: CMV 6.3%, EBV
3.7%, BKV 2.1%, VZV 13.9% and Hadv 1%. Fold increase in
MHC multimer positive cells compared to baseline was as follows:
CMVpp65 HLA-A2 NLV 1742-fold, CMVpp65 HLA-B7 TPR
1689-fold, EBV LMP2a HLA-A2 CLG 124-fold, EBV LMP2a
HLA-A2 FLY 180-fold. Cells were analysed for production of IL-
2, interferon-gamma and TNF. Single cells producing one, two
and all three cytokines were observed in response to stimulation
with all antigens.
Discussion: This method allows for the rapid production of T cells
specific for 5 viruses for use in adoptive immunotherapy postHSCT.
It is not HLA-dependent and is rapid thus potentially enhancing the
protection available to immunocompromised transplant recipients.
The use of antigen and reagent sources that are consistent
with Good Manufacturing Practice will allow for rapid clinical
translation.159
EXPANSION OF T CELLS TARGETING MULTIPLE ANTIGENS OF CMV, EBV,
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Hematopoietic Stem Cell Transplantation is the treatment of
choice for many common malignancies. However, recipients are
susceptible to viral infections after transplant. Antiviral drugs can
be effective, but are toxic and can become drug-resistant. Another
option is the administration of virus-specific donor-derived cytotoxic
T lymphocytes (CTL). Using a chimeric adenovirus expressing the
immunodominant CMV antigen pp65 (Ad5f35pp65) to modify anti-
gen-presenting cells, we generated CTL specific for EBV,
CMVpp65 and Adenovirus (Multivirus-specific CTL) from healthy
donors. We have infused 26 patients with multivirus-specific CTL
and have shown protection against all 3 viruses in vivo without sig-
nificant toxicity. However, while all patients have been protected
against EBV and Adenovirus,. 10%of patients developedCMV re-
activation after CTL infusion, suggesting that targeting a single
CMV antigen may not be entirely protective. After solid organ
transplantation, IE-1-specific T cells were shown to be themost pro-
tective against CMV infection and after CMV vaccine, recipients
have a stronger and more robust IE-1 response when compared to
pp65. Therefore we sought to develop a GMP-compliant strategy
to generate CTL targeting twoCMV antigens (pp65 and IE-1) while
not losing the breadth of specificity to EBV and adenovirus. CTL
were generated by transducing monocytes (first stimulation) and
then EBV-LCL with an Ad5f35-IE-1-I-pp65 vector at subsequent
stimulations. Resultant T cells recognized CMV pp65 (mean:330;
median:273; range:47-995) and IE-1 (mean:154; median:154;
range:11-505), Adenovirus hexon (mean:189; median:153;range:30-465) and penton (mean:109; median:37 range:1-353), and
EBV-LCL(mean:79; median: 55 range:9-301) as measured by
IFN-g ELISPOT and pentamer analysis. CTL were also able to
lyse EBV, CMV, and adenovirus targets in cytotoxicity assays as
well as HLA-matched CMV AD169-infected allogeneic fibroblasts.
Importantly, the new multivirus-CTL recognize at least two anti-
gens per virus, in addition to recognizing a breadth of epitopes
within each antigen. In conclusion, we have developed a strategy
to expand multivirus CTL targeting at least 2 antigens from EBV,
CMV, and adenovirus thus increasing the breadth of the antiviral re-
sponse and have begun the process of translating this to the clinic to
improve immunity to CMV after transplantation.160
CYTOMEGALOVIRUS (CMV) PP65 SPECIFIC T CELLS EXPANDED FROM
MOBILISED PERIPHERAL BLOOD STEM CELL (PBSC) COLLECTIONS
FOR PROPHYLACTIC ADOPTIVE IMMUNOTHERAPY
Clancy, L., Blyth, E., Simms, R., Gottlieb, D. Westmead Millennium
Institute, Sydney, NSW, Australia
We have conducted two trials of donor derived CMV specific T
cells given prophylactically to HSCT recipients. Our results suggest
this controls CMV reactivation without the need for antiviral ther-
apy. The cells in these trials were derived from blood collected prior
to receivingG-CSF for stem cell mobilisation. Patients with overseas
donors have been ineligible for this therapy due to the logistical com-
plexities of obtaining a separate blood donation. This could be re-
solved if CMV specific T cells could be expanded from HSC
collections. The aims of this study were to generate CMV specific
T cells from G-CSF mobilised PBSC harvests, to assess the pheno-
type and function of these cells, and to conduct a phase I study of
their safety as adoptive immunotherapy.
PBMCwere isolated from up to 1.5% (0.8-4ml) of eight mobilised
PBSC collections. Monocyte derived dendritic cells were transfected
with a vector encoding CMVpp65 and co-cultured with PBMC to
stimulate expansion of T cells. Cultures were re-stimulated after 7
days and continued for 14 days with the addition of IL-2. At the
end of culture, cell number increased by 9 to 29 fold (mean 19)
and consisted primarily of T cells (mean 96.8%). T cells were of
memory phenotype with variable expression of CD62L (mean
13.4%, 2-29.8%). 7 of 8 cultures contained more CD8 (mean
76%, 45-93.8%) than CD4 T cells (19.4%, 4.9-53.7%). We ob-
served up to a 2061 fold increase in cells recognising a HLA-A2 re-
stricted CMV epitope. Specificity towards this epitope accounted for
16.6%, 49% and 75% of CD8 T cells in three donors. Five cultures
assessed by 51Cr release assay exhibited negligible alloreactivity
against allogeneic HLA matched target cells (0-1.7% lysis at an ef-
fector to target E:T ratio of 20:1) but strong killing of pp65 pulsed
targets (68.4-97.5% lysis at E:T 20:1). Five patients have been re-
cruited for a Phase I trial of prophylactic CMV specific T cell adop-
tive transfer using cells expanded from haemopoietic stem cell
harvests. Three have received infusions of 2x107 T cells per m2
with no adverse reactions. Patient follow up will monitor CMV reac-
tivation and immune reconstitution. In summary, generation of
CMV specific T cells starting from a mobilised stem cell product ap-
pears feasible and safe. Use of the stem cell product is convenient and
brings the generation of virus specific T cells within an established
regulatory framework that will facilitate more disseminated use of
adoptive immunotherapy.161
TARGETING CMV INFECTION POST-ALLOGENEIC STEM CELL TRANSPLAN-
TATION WITH ANTI-CD3 (OKT3)  ANTI-CMV (CYTOGAM) BISPECIFIC
ANTIBODY ARMED ACTIVATED T CELLS
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Reactivation of cytomegalovirus (CMV) is a major barrier to the
success of organ and allogeneic stem cell transplantation (alloSCT).
